The follicular cells surrounding Xenopus oocyte under voltage clamp produce K + -current responses to follicle-stimulating hormone (FSH), adenosine (Ade), and intracellularly applied cAMP. We previously reported that these responses are suppressed by the stimulation of P2Y receptor through phosphorylation by PKC presumably of the ATP-sensitive K + (K ATP ) channel. This channel comprises sulfonylurea receptors (SURs) and K + ionophores (Kirs) having differential sensitivities to K + channel openers (KCOs) depending on the SURs. To characterize the K + channels involved in the FSH-and Ade-induced responses, we investigated the effects of various KCOs and SUR blockers on the agonist-induced responses. The applications of PCO400, cromakalim (Cro), and pinacidil, but not diazoxide, produced K + -current responses similar to the FSH-and Ade-induced responses in the magnitude order of PCO400 > Cro >> pinacidil in favor of SUR2A. The application of glibenclamide, phentolamine, and tolbutamide suppressed all the K + -current responses to FSH, Ade, cAMP, and KCOs. Furthermore, both the FSH-and Ade-induced responses were markedly augmented during the KCO-induced responses, or vice versa. The I-V curves for the K + -current responses induced by Cro, Ade, and FSH showed outward rectification in normal [K + ] o , but weak inward rectification in 122 mM [K + ] o . Also, stimulations of P2Y receptor by UTP or PKC by PDBu markedly depressed the K + -current response to KCOs in favor of Kir6.1, as previously observed with the responses to FSH and Ade. These results suggest that the K + -current responses to FSH and Ade may be produced by the opening of a novel type of K ATP channel comprising SUR2A and Kir6.1.
Follicular cells surrounding an oocyte are known to regulate the maturation and maintenance of the oocyte in the ovary. Thus neuronal, hormonal, and humoral controls of the follicular cells might largely affect the maturation and maintenance of the oocyte. We previously reported that the application of either a follicle-stimulating hormone (FSH) or adenosine (Ade) induces a K + -current response in the follicular cells surrounding Xenopus oocyte under voltage clamp [1] . This K + -current response is mimicked by either an intracellular application of cAMP or an extracellular application of cAMP analogue resistant to phosphodiesterase [1, 2] . Since the receptor-and cAMP-induced K + -current responses are not observed with defolliculated oocyte [3] , these types of receptor-induced responses are thought to be produced in the follicular cells after the activation of adenylate cyclase and subsequent cAMP production. The application of P1060, a K + channel opener (KCO), to the cell membrane under the cell-attached single channel recording also produces an opening of K + channel in a similar fashion to cAMP, and this K + channel opening is suppressed by glibenclamide, a blocker of the ATP-sensitive (K ATP ) channel [4] . Therefore this evidence suggests that the opening of the K ATP channel may produce FSH-and Ade-induced responses, though it is still not definitive.
It is well recognized that the current (I)-voltage (V) relationship of the K ATP channel has a typical inward rectifying characteristic [5, 6] . In contrast to this concept, the I-V curves of the FSH-and Ade-induced K + -current responses lack inward rectification, instead usually exhibiting a weak outward rectification in the normal frog Ringer's solution. These characteristics are not in agreement with the idea of the opening of the K ATP channel during receptor-induced responses.
Furthermore, even though the K + channel that opened in the receptor-induced response is exactly the K ATP channel, it should be noted that there are several types of K ATP channels. The K ATP channel is a complex of sulfonylurea receptor (SURx) and inward rectifier K + ionophore (Kir6.x). Three isoforms of SUR, namely, SUR1, SUR2A, and SUR2B, and two isoforms of Kir, Kir6.1 and 6.2, are known at present [7] [8] [9] [10] . Thus there should be at least 6 combinations of SURx and Kir6.x. In fact, 4 types of K ATP channels are known, namely, pancreas β-cell type (SUR1/ Kir6.2), cardiac and skeletal muscle type (SUR2A/ Kir6.2), smooth muscle type (SUR2B/Kir6.2), and vascular smooth muscle type (SUR2B/Kir6.1). Pharmacological and electrophysiological natures are different among these subtypes and reflect differential roles in their functions in the tissues in which they are expressed. Thus it is important to identify an exact combination of SURx and Kir6.x in the follicular cells of Xenopus oocyte.
In the same preparation described above, an application of ATP produces a Cl --current response [11] . This response is mediated by an activation of phospholipase C (PLC) and subsequent PI-turnover followed by an increase in [Ca 2+ ] i [12] . It is interesting that prior stimulation of the P2Y receptor markedly suppresses both the FSH-and Ade-induced K + -current responses, as already reported [1] . This effect is considered to be due to the phosphorylation of a signaling molecule by PKC activated after the P2Y receptor stimulation, since the direct activation of PKC by PDBu also shows a similar suppressing effect on the receptor-induced K + -current responses [1] . Thus we hypothesized previously that the depressing effect by ATP is produced through an interaction of PKC with one of the signaling steps between cAMP production and K + channel opening included in the receptor-induced responses to FSH and Ade. It should be noted that these suppressing actions of PKC on the K ATP channels have been observed only with the vascular type of the SUR-Kir complex, but not with other SUR-Kir complexes. Therefore the K ATP channel of the follicle cells resembles those of vasculature.
The aim of the present study is to identify a possible combination of the SUR and Kir complex involved in FSH-and Ade-induced K + -current responses by analyzing pharmacological characteristics in combination with the electrophysiological characteristics of these responses. We employed various KCOs and antagonists for SUR to differentiate SUR and Kir subtypes of the K ATP channels involved in the FSH-and Ade-induced responses. We first provide evidence that the K + -current responses to FSH and Ade may be produced by the opening of a novel type of a K ATP channel comprising SUR2A and Kir6.1 as a SURx-Kir6.x complex.
METHODS
Preparation and perfusing solutions. An adult Xenopus laevis was anesthetized with 0.15% tricaine and dissected at the small area of the hypogastrium, and small pieces of the ovarian lobes were surgically removed. These pieces were placed in Barth's solution [13] , and follicle-enclosed oocytes were immediately removed from the ovary by peeling away the inner ovarian epithelium together with the thecal blood vessels, using sharp forceps under a dissecting microscope. These follicle-enclosed oocytes were stored in the Barth's solution at 15°C and used for the experiment within 4 days after the dissection. The solution, containing 88 NaCl, 1 KCl, 7.5 Tris base, 0.82 MgSO 4 , 2.4 NaHCO 3 , 0.41 CaCl 2 , and 0.33 Ca(NO 3 ) 2 in mM, was supplemented with sodium pyruvate 550 mg/l just before the experiment, and the pH was adjusted to be 7.6 with HCl. Penicillin G 25 mg/l and Gentamicin 50 mg/l were added to prevent bacterial infection. A follicle-enclosed oocyte was placed in a perfusing chamber and continuously perfused with frog Ringer's solution, containing (in mM) 120 NaCl, 2 KCl, 1.8 CaCl 2 , and 5 HEPES, adjusted to pH 7.5 with NaOH [1] . The volume of the chamber was 0.12 ml, and the perfusing rate was kept at 3-4 ml/min.
Electrophysiology. Oocyte is electrically coupled to follicle cells via gap junctions through which molecules smaller than a molecular weight of 1,000 can be permeable [1] . Therefore we can indirectly record electrical responses of the follicular cells through microelectrodes inserted into the oocyte. Two microelectrodes filled with 3 M potassium chloride with a resistance of 1-2 ΩM were introduced into the oocyte under binocular microscopic control. One electrode was connected to the preamplifier of a Dagan 8500 clamp unit and used for recording the membrane potentials. The other was connected to the output of the same clamp unit to pass the current across the cell membrane. ATP-, UTP-, Ade-, and FSH-induced current responses were recorded under the voltage clamp at the resting membrane potential (-60 mV). The current clamp method was also utilized in the measurement of the reversal potential of the agonist-induced responses. The membrane potential was held at given levels by passing the constant current across the membrane, and agonist-induced voltage responses (V) were recorded at various membrane potentials. The constant current was modulated by inward rectangular pulses (δI) with a small amplitude and a duration of 800 ms repeated at a frequency of 0.2 Hz, and electrotonic potentials (δV) of the membrane produced by the current pulses were measured during the agonist-induced response to monitor the change in membrane resistance (δV/δI).
Drugs.
The drugs used were follicle-stimulating hormone (FSH) (Serono Laboratories, Norwell, MA); cromakalim (Cro) (TOCRIS, Bristol, UK); uridine 5'-triphosphate (UTP) (Wako Pure Chemical Industries, Ltd., Osaka); adenosine 5'-triphosphate (ATP) (Yamasa Co., Chiba); PCO400 (BIOMOL, Plymouth Meeting, PA, USA); adenosine (Ade); adenosine 3',5'-cyclic monophosphate (cAMP); adenosine 5'-(βγ imido) triphosphate (AMPPNHP); phorbol 12,13-dibutyrate (PDBu); glibenclamide; pinacidil; tolbutamide; phentolamine; and diazoxide. Ade, cAMP, AMPPNHP, PDBu, glibenclamide, tolbutamide, phentolamine, pinacidil, and diazoxide were all purchased from Sigma (St. Louis, MO).
Drug application. PDBu, glibenclamide, tolbutamide, PCO400, and pinacidil were dissolved in dimethyl sulfoxide (DMSO), and these stock solutions were diluted with frog Ringer's solution. The final concentration of DMSO of the test solution was less than 0.3 ppm (0.00003%) in PDBu solution and 100 ppm (0.01%) in glibenclamide and pinacidil solutions. FSH, Ade, phentolamine, ATP, UTP, and Cro were dissolved into the frog Ringer's solution and applied to the follicle-enclosed oocyte by a con- stant flow, as previously described. The duration of the agonist application was adjusted so as to observe just the beginning of the maximal plateau response for each agonist. A glass microelectrode was filled with cAMP or AMPPNHP that was dissolved in a KCl solution. After this electrode was inserted into a follicle-enclosed oocyte, cAMP or AMPPNHP was intracellularly injected by a pressure pulse with a duration of 100-300 ms and a pressure of 0.2-3 kg/cm 2 .
Estimation of the intracellular concentration of cAMP and AMPPNHP. Intracellular concentrations of cAMP and AMPPNHP in the folliculated oocyte were estimated from volume ratios by measuring the size of the droplet of cAMP or AMPPNHP ejected from the pipette in air and the size of the oocyte, and by calculating the numbers of follicular cells surrounding a single oocyte in combination with the size of follicular cell reported. Intracellular concentrations thus obtained ranged from 20 to 40 µM for cAMP and 0.5-1.0 mM for AMPPNHP.
Statistical treatment. The test response to a given agonist in the presence of antagonist was expressed as a relative value of the control responses taken before and after the recording of the test response in order to make the statistical treatments. The mean value was calculated by averaging the data obtained from 4-7 of the same types of experiments and expressed by a mean with standard error as "mean ± SE and number of experiments."
RESULTS

Common ionic mechanisms in the FSH-, Ade-, and Cro-induced inward current
The application of 1.2 µM FSH for 30 s to the follicleenclosed Xenopus oocyte (stages V and VI) under a current clamp produced a slowly developing hyperpolarizing response (Fig. 1A) , as previously reported [1] . This response was always associated with an apparent decrease in membrane resistance, as observed by electrotonic potentials in response to constant current pulses. An application of 10 µM Ade for 30 s to the same cell produced a similar hyperpolarizing response associated with a decrease in membrane resistance (Fig. 1A) . Furthermore, an application of Cro, a K ATP channel opener, to the same follicle-enclosed oocyte also produced a similar slowly developing hyperpolarizing response associated with a decrease in membrane resistance (Fig. 1A) . We have confirmed that an application of Ade, FSH, or Cro produces no response in the defolliculated oocyte (data not shown).
To examine if the reversal potential (V rev ) of the Cro-induced response is the same as those for the FSH-and Adeinduced responses, we measured voltage responses to a given agonist at various potential levels, and relationships between the agonist-induced response and membrane potential were obtained (Fig. 1B) . The reversal potentials of Cro-, FSH-, and Ade-induced responses were -105 ± 2.6 mV (n = 6), -106 ± 1.9 mV (n = 8), and -109 ± 4.7 mV (n Some papers have reported a linear I-V curve, but others have reported inward or outward rectification in I-V curves for the agonist-induced current responses that involve an activation of inward rectifier K + channels. Therefore we measured Cro-or Ade-induced current responses at various potential levels and obtained I-V curves for both the Cro-and Ade-induced responses. As shown in Fig. 1C , they had an outward rectification showing smaller current amplitude at the hyperpolarizing potential than at the depolarizing potential from the reversal potential when measured in normal frog Ringer's solution. In similar experiments with a Cro-induced response, this outward rectification characteristic was also confirmed in the potential range from -150 mV to +50 mV in normal frog Ringer's solution (Fig. 1D) . In contrast, in 122 mM [K + ] o solution, the I-V curve measured in the potential range from -100 mV to +100 mV showed very weak inward rectification instead of any outward rectification.
Comparison of the effect of various openers for K ATP channel and the effect of AMPPNHP
To pharmacologically identify the type of SUR involved in the K ATP channel responsible for the Cro-, FSH-, and Ade-induced responses, we examined the effects of four kinds of KCOs, PCO400 [15] , Cro, pinacidil [16] , and diazoxide [17] , on the follicle-enclosed Xenopus oocyte. An application of either PCO400, Cro, or pinacidil, with 100 µM for 60 s to the same follicle-enclosed oocyte, produced slowly developing hyperpolarizing responses, as shown in Fig. 2A . In contrast, an application of the same concentration of diazoxide for 60 s produced no appreciable response. The order of potency of KCO responses was PCO400 > Cro >> pinacidil. This order and the lack of effect of diazoxide indicate that type of SUR to be cardiac and muscular types, i.e., SUR2A with Kir6.2. Similar results were obtained in other follicle-enclosed oocytes (n = 5). An application of the K ATP channel openers to the defolliculated oocyte also produced no significant response (data not shown).
Because the K ATP channel is known to be suppressed by a nonhydrolyzable analogue of ATP, we examined the effects of AMPPNHP on the Cro-and Ade-induced responses. An intracellular injection of AMPPNHP significantly depressed the Cro-and Ade-induced responses irreversibly (Fig. 2B) . The estimated intracellular concentration was approximately 0.5-1.0 mM. The depressing effect was more potent on the Ade-induced response than on the Cro-induced response.
Effects of SUR antagonists on Cro-, FSH-, Ade-, and cAMP-induced K + -current responses
We examined the effect of the glibenclamide [4, 18] , a blocker of K ATP channel, on the FSH-, Ade-, and Cro-induced responses. As shown in Fig. 3 , these K + -current responses were markedly inhibited by a prior application of 30 µM glibenclamide for 30 s. The 1.2 µM FSH-induced response in the presence of glibenclamide decreased to 18.7 ± 8.0% (n = 4) of the control response, and the 10 µM Ade-induced response in the presence of glibenclamide was 21.3 ± 11.7% (n = 5). It is interesting that the 30 µM glibenclamide completely depressed the 100 µM Cro-induced response (Fig. 3C) . Furthermore, the cAMP-induced response was markedly inhibited by glibenclamide in the same fashion as the FSH-and Ade-induced responses were (Fig. 3D) .
Phentolamine is another type of blocker for the K ATP channel, which does not have the sulphonylurea structure [19] . A prior application of 10 µM phentolamine markedly depressed the K + -current responses to Cro, FSH, and Ade (data not shown). On the other hand, an application of 100 µM tolbutamide showed no significant effect on the K + -current responses (data not shown).
Interaction of Cro-induced response with FSHand Ade-induced responses
KCOs bind the SUR protein and result in the opening of the K ATP channel [20] . Providing that the FSH-and Ade-induced K + -current responses are produced by the opening of the K ATP channel, there may be a certain kind of interaction between the KCO-induced responses and the FSH-and Ade-induced responses. Therefore we examined the effect of Cro, PCO400, and pinacidil on the FSH-and Ade-induced responses. Surprisingly, the FSH-induced response was markedly augmented when K ATP channels were opened by an application of Cro (Fig. 4A) . The relative amplitude of the 1.2 µM FSH-induced responses in the presence of 100 µM Cro was 250 ± 68% (n = 5) of the control response. The augmenting effect remained after 10 min of a washing out of Cro, though a complete recovery was obtained after 30 min of washing out with normal frog Ringer's solution. The augmenting effect of Cro was also observed in the Ade-induced response in a similar fashion (Fig. 4B) . The relative amplitude of the 10 µM Ade-induced response in the presence of the Cro was 286 ± 71% (n = 8). Inversely, the Cro-induced responses were also augmented when K + channels were opened by an application of FSH or Ade (data not shown). Similar mutual augmenting effects were also observed with PCO400 and pinacidil in combination with either FSH-or Ade-induced responses.
In contrast, the FSH-induced response was inhibited when K + channels were opened by Ade-receptor stimulation (Fig. 4C) . Similarly, the Ade-induced response was also inhibited when K + channels were opened by FSH-receptor stimulation. A mutual suppressing effect between the FSH-and Ade-induced responses indicates an occlusion of the response because of a common pathway included in these responses.
On the other hand, the mutual augmenting effect between the Cro-induced response and the FSH-or Ade-induced response suggested a certain intracellular interaction between the FSH or Ade system and the SUR-Kir system, which is different from simple occlusion.
Depressing effects of UTP and ATP on the Cro-, FSH-, and Ade-induced responses
If the opening of common K ATP channels produces Cro-, FSH-, and Ade-induced responses, the Cro-induced response should be similarly inhibited by a stimulation of P2Y receptors. Thus we examined the effect of P2Y receptor stimulation on the Cro-induced response.
A prior application of 10 µM UTP (P2Y receptor agonist used instead of ATP) for 30 s markedly depressed both the 1.2 µM FSH-and the 10 µM Ade-induced responses (Fig. 5, A and B) as already reported with ATP [1] . Recovery responses were obtained after 40-60 min of washing out with normal frog Ringer's solution. Moreover, the K + -current response induced by an intracellular injection of cAMP was also depressed by an application of ATP (Fig. 5D) . Furthermore, an application of 10 µM UTP markedly depressed the 100 µM Cro-induced response (Fig. 5C) (10.3 ± 3 .9%, n = 4) in a fashion similar to the FSH-and Ade-induced responses (0.76 ± 0.53%, n = 5; 9.9 ± 3.5%, n = 5, respectively). The Cro-induced re- sponse recovered close to the control level after 50 min of washing out with normal frog Ringer's solution.
Depressing effect of PDBu on the Cro-, FSH-, and Ade-induced responses
The P2Y receptors are coupled with Gq or G 10/11 , and stimulation of the receptor triggers an activation of PLC and subsequently PKC [12] . Therefore, we examined the effects of PDBu, a PKC activator, on the FSH-, Ade-, cAMP-, and Cro-induced responses.
A prior application of 3 nM PDBu for 3 min markedly depressed the 1.2 µM FSH-, 10 µM Ade-, and cAMP-induced responses (Fig. 6, A, B, and D) . Furthermore, an application of the PDBu markedly depressed the 100 µM Cro-induced response in a fashion similar to the K + -current responses to FSH, Ade, and cAMP (Fig. 6C) . The relative amplitude of the 100 µM Cro-induced response in the presence of 3 nM PDBu was 18.0 ± 8.0% (n = 4) of the control. The Cro-induced response recovered to the control level after 60 min of washing out with normal frog Ringer's solution.
DISCUSSION
Properties of the Cro-, FSH-, and Ade-induced current responses
In the present experiment, the application of PCO400, pinacidil, and Cro, but not diazoxide, to the follicular cells of Xenopus oocyte produced K + -current responses similar to the FSH-, Ade-, and cAMP-induced current responses. The activating potencies of the KCOs producing the K + -current were in the order of PCO400 > Cro >> pinacidil, indicating a differential sensitivity of the SUR. Also, there was mutual augmentation between the KCO-and FSH-/ Ade-induced responses, and mutual occlusion was seen between the FSH-and Ade-induced responses. On the other hand, glibenclamide, phentolamine, and tolbutamide depressed the FSH-, Ade-, and cAMP-induced K + -current responses as well as the KCO-induced responses, with blocking potency being in the order of glibenclamide > phentolamine >> tolbutamide. The KCO-induced current response, namely Cro, was markedly suppressed after a stimulation of the P2Y receptor by UTP or PKC by PDBu, similar to the FSH-, Ade-, and cAMP-induced responses. Although I-V curves for Cro-, FSH-, and Ade-induced responses all showed outward rectification in normal frog Ringer's solution, the I-V curve for the Croinduced response in 122 mM [K] o showed very weak inward rectification. All these results except for I-V curve in normal [K] o suggest that K + channels involved in the FSH-and Ade-induced K + -current responses in the follicular cells of Xenopus oocyte may be a certain type of K ATP channel.
The property of inward rectification of the I-V curve is considered to be an important criterion that characterizes the K ATP channel [6] . However, all I-V curves obtained from the FSH, Cro, PCO400, and pinacidil in normal [K + ] o solution exhibited a weak outward rectification (Fig. 1 ). In accordance with our results, several papers described a leaner I-V curve [21] and outward rectification of the I-V curve [22] , though other reports also describe the inward rectification in both the whole cell recordings and the single channel recording of the K ATP channels. (Fig. 4C) . It is interesting that neither FSH-nor Ade-induced K + -current response was occluded during the Cro-induced K + -current responses, despite the common pharmacological nature suggesting the opening of the common K ATP channel. It was surprising, however, that the FSH-and Ade-induced responses were markedly augmented during the Cro-induced response (Fig. 4, A and B) and vice versa. Therefore the results still suggest that they have a common pathway and that there should be some facilitating mechanisms to produce the augmented responses. Indeed, it has been reported that phosphorylation of the K ATP channel by PKA increases its binding affinity to the KCO, such as Cro, and that phosphorylation of the K ATP channel by PKA is facilitated by binding the KCO to the SUR of the K ATP channel [25] . Collectively, these results further support the idea that the K + channel opened by FSH-and Ade-receptor stimulation is the common K ATP channel that is opened by the application of Cro, as already suggested by Sakuta et al. [26] . At present, we do not know the exact mechanism of the mutual augmentation, and we must further study to clarify the mechanism of the mutual augmentation in molecular level because this type of augmentation may possibly be related to the unexpected side effects of the K + channel opener in clinical use. K ATP channels are protein complexes composed of sulfonylurea receptors (SURs) and inward rectifier K + channels (Kir6.x) [27] . The SURs, which belong to the ABC (ATP binding cassette) transporter family [23] , are classified into three subfamilies, SUR, SUR2A, and SUR2B. The Kir6 inward rectifier K + channels are also classified into Kir6.1 and Kir6.2 [6] . Although neither SUR nor Kir alone acts as an ionic channel, they exhibit the functioning K ATP channel after forming a complex of SUR and Kir. The K ATP channels are pharmacologically divided into four major groups, namely, pancreas β-cell type, cardiac and skeletal muscle type, vascular muscle type, and other smooth muscle type, which are known to be complexes of SUR1/Kir6.2, SUR2A/Kir6.2, SUR2B/Kir6.1, and SUR2B/Kir6.2, respectively [6, 28, 29] . Reagents known to open or block the K ATP channels bind to the SUR subunit of the K ATP channel (SUR-Kir complex) [20, 30] . Pharmacological selectivity of these openers and blockers varies in each SUR-Kir complex and depends on the combination of SUR subfamily and Kir subfamily.
Pharmacologically, diazoxide produces no significant response in cardiac and skeletal muscle type, but it produces a K + channel opening in pancreatic β-cell type and vascular/other smooth muscle cell type at several 10 µM orders [23] . On the other hand, the vascular/other smooth muscle cell type is sensitive to pinacidil, though cardiac and skeletal muscle cell type also responds to pinacidil with a rather higher concentration. However, pancreatic β-cell type substantially does not respond to pinacidil or Cro. Furthermore, the activating potency of pinacidil and Cro in the vascular/other smooth muscle is in the order of pinacidil > Cro, and those of others are in an inverse order, i.e., Cro > pinacidil. Therefore we can at least pharmacologically distinguish the pancreatic β-cell type, cardiac and skeletal muscle type, and vascular/other smooth muscle cell type by using these kinds of KCOs.
In the present study, K ATP channels of the follicular cells exhibited no significant sensitivity for diazoxide, a slight channel opening in response to 100 µM pinacidil, and high sensitivity to Cro. The lack of effect of diazoxide exclude the possibility to be either smooth muscle cell type or β-cell type and suggest the type of the K ATP channel to be cardiac and skeletal muscle type. Furthermore, the order of potency of Cro > pinacidil further supports a possible involvement of cardiac and skeletal muscle type of K ATP channel composed of SUR2A and Kir6.2 [31] or β-cell type comprising SUR1 and Kir6.2. Thus collectively it is speculated that the SUR2A and Kir6.2 complex may be involved in producing the FSH-and Ade-induced response, on the bases of the pharmacological evidence of our results.
